Background: The interaction between folate pathway gene polymorphisms and homocysteine, serum lipid leverls are poorly understood in patients with recurrent spontaneous abortion (RSA). The aim of this study is to explore the effects of folate pathway gene polymorphisms (the 5-10-methylenetetrahydrofolate reductase, MTHTR C677T, MTHFR A1298C and the methionine synthase reductase, MTRR A66G) and their interactions with homocysteine on serum lipid levels in patients with RSA.
Background
Recurrent spontaneous abortion (RSA) is a common health problem, defined as the loss of two or more consecutive pregnancies before 20 weeks of gestation which is challenging for both the patients and obstetricians [1] . RSA is a complex multi-factorial disorder and caused very often by genetic disorders, uterine pathologies, endocrine dysfunctions, autoimmune diseases, and environmental factors [1] . Dyslipidemia has been postulated as association with adverse pregnancy outcome, including RSA [2] .
Dyslipidemia, as mainly defined by increased serum total cholesterol (TC) and low density lipoprotein cholesterol (LDL-C) levels, serving as a crucial risk factor for some medical diseases such as cardiovascular diseases, diabetes and insulin resistance, has become a serious public health problem worldwide because of its high prevalence [3] [4] [5] . It was reported that the prevalence of dyslipidemia among Chinese adults increases yearly and the prevalence of dyslipidemia was 52.72% among adults in northwestern China in 2010 [6] . The etiology of dyslipidemia is complicated, both genetic and environmental factors as well as their interactions are considered to be the contributors for the cause of dyslipidemia [7, 8] .
The 5-10-methylenetetrahydrofolate reductase (MTHFR) C677T and A1298C and methionine synthase reductase (MTRR) A66G gene, may contribute to the risk of the development of hyperhomocysteinemia and are now believed to be good candidate for susceptibility to dyslipidemia and insulin resistance [9, 10] . Numerous epidemiological studies revealed that high homocysteine levels have been suggested to be associated with changing serum lipid levels.
Recent attention has focused on certain gene polymorphism and biomarkers interaction that may predispose to an increased risk of severe pregnancy complications, including RSA [11] . Only recently genetic analyses of affected patients was it discovered that C677T, A1298C polymorphisms of MTHFR and A66G of MTRR may represent the important candidates for exploration of the risk of developing disease as their key roles for not only in gene expression but also in modifications of serum lipid and homocystein concentrations [12] .
Few studies so far have investigated the effect of homocysteine, insulin resistance, TNFαand lipid levels and the MTHFR, MTRR gene polymorphisms on RSA risk. Mtiraoui et al. [13] have demonstrated that MTHFR gene polymorphisms were associated with progression of recurrent miscarriage through elevations of plasma homocysteine levels. Ikkruthi et al. [14] have revealed that hyperhomocysteinemia was associated with hyperlipoproleinemia. Li et al. [9] identified that MTHFR C677T, A1298C and MTRR A66G gene polymorphisms combined with low folate were the major determinant of plasma lipid levels.
In summary, elevated plasma levels of homocysteine may cause RSA and dysregulation of cholesterol and triglyceride biosynthetic pathways, with changed expression by DNA methylation. As a consequence, we hypothesize that the MTHFR and MTRR gene polymorphisms associated with higher levels of homocysteine may be related with different serum lipid levels in the RSA populations. The aim of this study is to explore the interactions of these three gene polymorphisms (MTHFR C677T, MTHFR A1298C and MTRR A66G), homocysteine and serum lipid profiles with RSA in Chinese population.
Methods

Study population
This investigation was carried out as a case-control study conducted between January 1, 2013 and November 12, 2015, in the Gynecology clinic of Liuzhou Maternity and Child Healthcare Hospital. A total of 403 women who had 2 or more consecutive spontaneous abortions were diagnosed as RSA and recruited as case group. Control group consisted of 342 healthy women of reproductive age with at least 1 delivery and no history of abortion. Women who had chromosomal abnormalities, personal or family history of thrombosis, induced abortions, infection or systemic diseases were excluded from this study. A questionnaire detailing age, ethnic, education level, gynecological history, smoking, drinking, Xray contact, chemical exposure, folate supplement, multivitamin supplement were asked to fill and consent form indicating their acceptance to participate were signed and obtained. This study was approved by the Institutional Review Board at Liuzhou Maternity and Child Healthcare Hospital.
Laboratory tests
EDTA-anticoagulated blood (5 ml sample) and buccal cell samples were obtained from participants and was processed within 30 min of collection for biochemical analysis and genetic analysis, respectively. The levels of triglyceride (TG), TC, high-density lipoprotein cholesterol (HDL-C), LDL-C, total protein, homocysteine and fast glucose in blood samples were measured by enzymatic method on a Hitachi Autoanalyzer (Type 7600; Hitachi Ltd., Tokyo, Japan). The levels of folate, vitamin B12 and fast insulin in blood samples were measured by chemi-luminescence method on a Abbott Autoanalyzer (Type i4000SR; Abbott Ltd., America). The levels of IL6 and TNFα were measured by liquid suspension chip on luminex200 (Austin, Texas, America).
Genotyping
Genomic DNA was extracted from buccal samples using the QIAamp DNA Mini Kit (Qiagen, Valencia, CA, USA). The TaqMan-MGB technique was used for detecting gene polymorphisms of the MTHFR C677T, A1298C and MTRR A66G. The primers and probes were showed in Table 1 . Universal reaction conditions in a final volume of 10 μl for each genotyping are as follows: 1 μl of 20 ng/μl DNA, 5 μl of 2 × Taqman Universal Master Mix, 0.5 μl of 20 × TaqMan-MGB assay locus-specific probe, with 3.5 μl of sterile water. All PCR reagents were purchased from ABI Company. The PCR cycling conditions were 1 cycle of 95°C for 10 min; then 20 cycles of 96°C for 15 s, 60°C for 60 s; then 30 cycles of 89°C for 15 s, 60°C for 60 s. After PCR amplification, an endpoint plate read was performed using an Applied Biosystems Real-Time PCR System. The Sequence Detection System (SDS) Software uses the fluorescence measurements made during the plate read to plot the fluorescence (Rn) values based on the signals from each well. The plotted fluorescence signals indicate the alleles that are present in each sample. All cycling protocols were performed on a ABI 7900.
Statistical analysis
SAS version 9.4 (Cary, NC, USA) was used to perform the statistical analysis. Continuous variables were analyzed using 2-sample t-tests. Categorical variables were analyzed and compared by χ 2 or Fisher's exact tests. For the main effect of gene-gene variants interactions, unconditional logistic regression was conducted to calculate odds ratios (ORs) and their corresponding 95% confidence intervals (CIs). A p-value less than 0.05 was considered indicative of statistical significance.
Results
General characteristics, serum lipid levels and allelic frequencies Table 2 examined the characteristics, homocysteine, serum lipid levels and allelic frequencies of MTHFR C677T, A1298C and MTRR A66G between the RSA group and healthy group. A χ 2 analysis has found that folate supplement was higher in control group than in case group (p = 0.048). HOMA-IR index wes higher in the RSA group than in the control group (p = 0.001). The levels of homocysteine, serum total protein, LDL-C and TNFα were higher in RSA group than in control group (all p were < 0.05), whereas the level of HDL-C was lower in RSA group than in control group (p = 0.018).
The frequency of MTHFR C677T, A1298C and MTRR A66G alleles and genotypes are shown in Table 2 The two-factor gene-gene interaction analyses by logistic regression analysis revealed significant interactions between MTHFR C677T-A1298C and MTHFR A1298C-MTRR A66G in RSA group and control group, with ORs of 1.62 (95%CI: 1.28-2.04, p < 0.001) and 1.55 (95%CI, 1.27-1.88, p < 0.001), respectively (Table 3) .
MTHFR C677T genotypes and serum homocysteine, inflammatory factor and lipid levels Table 4 shows the interaction of MTHFR C677T gene polymorphism with RSA risk on serum homocysteine, inflammatory factor and lipid levels. All the three gene variants had detrimental effects on HOMA-IR (all p were < 0.05). The CT genotype carriers had higher serum homocysteine levels and lower folate levels in the RSA group than that in the control group (p < 0.001 and 0.047, respectively). The RSA group who carrying TT genotype had higher serum homocysteine and LDL-C levels than that in the control group (p = 0.026 and 0.006, respectively). For those RSA group who carried CT/TT genotype, they had higher serum homocysteine and LDL-C levels and lower folate levels than that in the control group (p = 0.003, 0.018 and 0.012, respectively).
MTHFR A1298C genotypes and serum homocysteine, lipid levels Table 5 shows the interaction of MTHFR A1298C gene polymorphism with RSA risk on serum homocysteine and lipid levels. All the three gene variants had detrimental effects on HOMA-IR (all p were < 0.05). The AA genotype carriers had lower HDL-C levels in the RSA group than that in the control group (p = 0.012). The RSA group who carrying AC genotype had higher serum LDL-C levels than that in the control group (p < 0.001). For RSA cases who carried AC/CC genotype, they had higher serum LDL-C levels than that in the control group (p < 0.001).
MTRR A66G genotypes and serum homocysteine, lipid levels Table 6 shows the interaction of MTRR A66G gene polymorphism with RSA risk on serum homocysteine and lipid levels. The AA genotype carriers had higher HOMA-IR, total protein and LDL-C levels in the RSA group than that in the control group (p = 0.011, 0.008 and < 0.001, respectively). The RSA group who carrying AG genotype had higher serum homocysteine levels and lower serum HDL-C levels than that in the control group (p = 0.047 and 0.010, respectively). For RSA patients who carried AG/GG genotype, they had higher HOMA-IR, serum homocysteine levels than that in the control group (p = 0.020 and 0.030, respectively).
Discussion
We demonstrated that patients carrying the MTHFR 677CT, TT and MTRR 66AG genotypes, as well as MTHFR C677T, MTHFR A1298C and MTRR A66G alleles had a significantly higher risk of experiencing RSA. In the current study, interaction between the MTHFR C677T and A1298C polymorphism, and interaction between the MTHFR A1298C and the MTRR A66G polymorphism were associated with increased RSA risk. All the three gene SNPs except MTRR 66AG gene variant had detrimental effects on HOMA-IR. We found that compared with control group, RSA group who carried the MTHFR 677CT, TT, CT/TT genotypes and MTRR 66AG, AG/GG genotypes had detrimental effects on serum homocysteine levels, the MTHFR 677CT, CT/TT genotype carriers had favorable effects on serum folate and the MTHFR 677TT, CT/TT, 1298 AC, AC/CC genotype carriers had detrimental effects on serum LDL-C levels, the MTRR 66AG genotype carriers had lower HDL-C levels than the AA genotype carriers. In our main effect analysis, the MTHFR C677T and MTRR A66G were the two SNPs exhibited a statistically significant association with increased recurrent spontaneous abortion risk. Besides, We also found that the MTHFR 677CT, TT, CT/TT genotypes and MTRR 66AG, AG/GG genotypes showed a higher level of homocysteine than control group and was significantly associated with recurrent spontaneous abortion. This association is biologically plausible. Homocysteine is a key factor in one-carbon folate metabolism, along with folate, is important for the proper development and growth of fetus and placenta, thus maintaining normal pregnancy [15] . It has been well documented that severe deficiency in the gene that encodes the MTHFR and MTRR enzyme reduced specific activity and increased thermolability of the enzyme, causing mild hyperhomocysteine in plasma, considered to be an important pathogenic mechanism for the development of RSA [16] [17] [18] .
Besides support from biologically functional evidence, elevated plasma of homocysteine has been proven to damage the vascular endothelium and involve in placental vascular risk and endothelial dysfunction, thus lead to RSA [19] .
The association between recurrent spontaneous abortion and insulin resistance is in arguement. It was reported that increased inflammatory cytokine levels such as TNFα and plasma hyperhomocysteinemia were associated with insulin resistance and endocrine abnormalities [20, 21] . Insulin resistance may have positive association with an increase of plasma hyperhomocysteinemia which may damage pregnancy by interfering with endometrial blood flow and vascular integrity leads to increase the risk of early pregnancy abortion [21] .
In Mexico general populations [22] it is observed that people who carried 677 T allele may need more folate intake than those carried the C allele. Our results revealed that the MTHFR 677CT, CT/TT genotype carriers had favorable effects on serum folate, which was in accordance with the previous study demonstrated that folate deficiency related with hyperhomocysteinemia was the risk associated with recurrent abortion [23] .
Besides the modest main effect of MTHFR C677T, we also observed significant effect of gene-gene interactions, which were able to amplify the modest effect of the single genetic variant, and enhance the predictive power. Individual patients with the combination of MTHFR 677 T and MTHFR 1298C had a significantly higher risk for RSA than those with the combination of MTHFR 677C and MTHFR 1298A (OR = 1.62, 95% CI: 1.28-2.04, p = 0.004). Logistic regression analysis showed that certain gene-gene interactions among MTHFR 1298C and MTRR 66G predict a higher risk for RSA (OR = 2.36, 95% CI: 1.228-5.297, p = 0.005) compared to those with the combination of MTHFR 1298A and MTRR66A. Our results were consistence with the previous studies which reported that the folate pathway gene variants and gene-gene interactions could significantly impact the occurrence of RSA [18, 24, 25] . Several studies have reported the association between the MTHFR C677T polymorphism, high homocysteine and serum lipid profiles in humans, with some indicating that the T allele was associated with unfavorable lipid profiles [26] [27] [28] . One study indicated the positive relationship between the MTHFR C677T polymorphism and the lipoprotein level in unexplained recurrent miscarriages [29] . We found that the MTHFR 677TT, CT/ TT genotypes and MTHFR 1298 AC, AC/CC genotypes had detrimental effects on serum LDL-C levels and the MTRR 66GG genotype had favourable effects on serum HDL-C levels in RSA group. Our study was consistence with the study conducted by Frelut et al. who reported that MTHFR C677T gene variant was significantly increased LDL-C level [30] . Recently, Westerbuck et al. reported that sterol regulatory element binding proteins (SREBPs) can be activated by endoplasmic reticulum stress which induced by homocysteine [31] . This SREBPs was crucial for the genes responsible for cholesterol biosynthesis, uptake and intracellular accumulation. Besides support from biologically functional evidence, MTHFRdeficient mice presented hyperhomocysteinemia in mice fed control or folate-deficient diets [32] . Moreover, homocysteine was reported inversely correlated with HDL-C [9] .
Publications about the influence of MTHFR A1298C mutant on serum lipid metabolic profiles were relatively rare. Chang et al. [33] found no significant associations exist between lipid profiles and MTHFR A1298C gene variants. Li et al. [9] demonstrated that MTHFR C677T and A1298C with low folate showed higher risk of low levels of high-density lipoprotein cholesterol (p for trend: 0.008 and 0.031). Unlike the previous studies, our data showed that MTHFR A1298C mutant was associated with higher level of LDL-C in RSA group than the healthy controls. Based on the positive association between MTHFR C677T, A1298C and serum homocysteine level [9, [24] [25] [26] , and the favorable effect of homocysteine level on lipid metabolism [9] , we speculate that MTHFR C677T and A1298C polymorphism and high homocysteine level interactively increased the prevalence of dyslipidemia in RSA patients.
MTRR is responsible for homocysteine remethylation. The MTRR A66G polymorphism results in its enzyme expression and affecting plasma homocysteine levels [34] . Homocysteine levels further affects serum lipid profiles [9, 34] . Many previous studies have explored the relationship between the MTRR gene polymorphisms and serum or plasma lipid profiles in humans, but with no consistence results [34] [35] [36] [37] . For example, Misiak et al. [35] found there was no significant association between MTRR 66GG and TG or HDL-C levels in schizophrenia patients and healthy controls. But Jiang et al. [34] revealed that hypertensive patients who carried the MTRR 66GG genotype had lower serum TC and LDL-C levels than patients carried MTRR 66AA genotype. Zhi et al. [37] revealed that MTRR 66GG genotype was associated with increased risk of high TG (TG ≥1.7 mmol/L), while no significant association was found between this polymorphism and low HDL-C levels. Our data revealed that the MTRR 66AG genotype carriers had lower HDL-C levels than the AA genotype carriers, which was consistence with the previous studies reported that MTRR gene variants can affect the lipid metabolisms via plasma homocysteine levels [34] [35] [36] [37] . But the molecular mechanism of these metabolites under conditions of folate pathway gene polymorphisms with dyslipidemia in different diseases especially RSA is not fully understood, and is worthy to be explored in the future.
Limitation
There are some limitations to our study. First of all, the single-center design may limit the generalizability of our study results. Secondly, this case-control study is hospitalbased and selection bias may exist, however, since the controls were from the same region with cases and were randomly selected from health examination population, which may reduce the effect of selection bias.
Conclusions
In conclusion, we present the first study to date in the interactions of the MTHFR C677T, A1298C and MTRR A66G polymorphisms with the RSA risk on some serum lipid profiles. Interaction between the MTHFR C677T, A1298C and MTHFR A1298C, MTRR A66G are observed in our RSA group. Besides, all the three gene SNPs except MTRR 66AG gene variant had detrimental effects on HOMA-IR. MTHFR C677T and MTRR A66G gene variants had detrimental effects on serum homocysteine levels, while MTHFR C677T, A1298C and MTRR A66G gene variants had detrimental effects on certain serum lipid profiles. Further studies are in urgent to confirm or refute our findings in the future. 
